. SUN1/2 knockdown impairs dynein recruitment to the NE in prophase cells. (A) HeLa cells were subjected to treatment with 10 µM nocodazole for 5 h as described in Splinter et al. (2010) . Then, cells were fixed with ice-cold methanol and processed for immunofluorescence analysis using antidynein intermediate chain (IC) antibodies. DAPI was used to identify prophase cells (arrowhead). The bar plots represent the mean NE/ER ratio of the fluorescent signal derived from anti-DIC immunofluorescence of interphase or prophase cells (five independent experiments; n = total number of cells per condition; means ± SEM). (B) HeLa cells were treated with the indicated siRNAs for 72 h and then treated as described in A. Bar plot shows the mean NE/ER ratio of the fluorescent signal derived from anti-DIC immunofluorescence after knockdown of SUN1/2, BICD2, or NudE/EL (three independent experiments; n = total number of cells per condition; means ± SEM). Bars, 5 µm. Figure S3 . Loss of SUN1/2 slows cell proliferation and prolongs mitosis. (A) HeLa cells were harvested, and the cell number was determined automatically at the indicated time points after transfection of control or SUN1-2/2-3 siRNAs. Bar plot shows the mean cell numbers normalized to the respective control samples (three independent experiments; means ± SEM). (B) Protein levels of SUN1 and SUN2 were analyzed by immunoblotting at the indicated times after siRNA transfection. Tubulin served as a loading control. (C) HeLa cells expressing H2B-mCherry and IBB-GFP were treated with the indicated siRNAs for 48 h before live-cell imaging. RNAi of the cell cycle regulator Plk (Polo-like kinase 1) served as positive control, and the siRNA AllStars (QIAGEN) served as a negative control. Live-cell imaging was performed for 15 h, taking images every 3.5 min. Automated image analysis and quantification were performed from three independent experiments using the CellCognition software (Held et al., 2010) . Bar plot shows the mean timing between NEBD and chromatin separation and between anaphase onset and the formation of transport competent nuclei. Error bars represent the SEMs; n = sample number. (D) Selected images of negative control cells (AllStars) and SUN1/2-depleted cells from the experiment described in C. Three examples are shown per siRNA treatment. Each of the top images shows the H2B-mCherry signal, and the corresponding bottom images show the IBB-GFP signal. NEBD is indicated by IBB efflux from nuclei. Timing between each frame is 3.5 min. IB, immunoblot.
